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Cell culture, transfection and transduction
Human primary macrophages were isolated from blood of healthy donors (Etablissement Français du Sang Ile-de-France, Site Saint Vincent-de-Paul) by density gradient sedimentation in Ficoll (GE Healthcare), followed by adhesion on plastic at 37°C during 1h and culture in the presence of complete culture medium
[RPMI 1640 supplemented with 10% fetal calf serum (FCS), 100 g/ml streptomycin/penicillin and 2 mM L-glutamin (Invitrogen/Gibco)] containing 10 ng/ml rhM-CSF (R&D systems) (Mazzolini et al., 2010) . Treatment with siRNA was obtained after 48-72h withRNAiMAX reagent (Invitrogen). RAW264.7 macrophages were grown and transfected as described (Niedergang et al., 2003) . Bone marrow derived macrophages were generated as described (Corradin et al., 1999) GATGAAGTGCTGAAACTTAGA, or shRNA targeting LaminA/C used as controls (Ctrl) were inserted into pSUPER and subcloned into lentiviral constructs for cellular transduction (Rueda et al., 2007) .
Cell stimulation, Immunoprecipitation and Western blotting
For FcR stimulation, THP-1 cells were resuspended in RPMI 1640 without serum at 
GST pull-down assays
Cells were stimulated with IgG-RBC and for each condition, 5x10 6 cells were lysed in lysis buffer (Tris pH 7.5, 50 mM, 150 mM NaCl, 1 % Triton X100, 0.5 % DOC, 0.1 % SDS, 10 mM MgCl 2 ) supplemented with protease inhibitors (Complete Protease Inhibitor Cocktail; Roche), 1 mM sodium orthovanadate, and 50 mM NaF. An aliquot of the supernatant was kept to assess the amount of protein in the total lysate. Pulldown was performed as in (Niedergang et al., 2003) by incubating the cell lysates with 20 μg of GST or 30 μg of GST-CRIB-PAK fusion proteins for 15 min at 4°C, after which glutathione sepharose beads were added for an additional 30 min. After 3 washes in lysis buffer, the bound material was analyzed by SDS-PAGE and Western blotting.
Transmision and Scanning Electron Microscopy
Cells were incubated with IgG-RBC for the indicated times, washed in PBS and fixed with 2.5% glutaraldehyde in 0.1 M cacodylate buffer for 2 h at room temperature.
Samples were post-fixed with 1% osmium tetroxide and dehydrated through a graded series of ethanol before embedding in epon resin. The samples were polymerized for 48 h at 60°C. Subsequently, ultra-thin sections were collected on formvar-coated copper grids and stained with uranyl acetate and lead citrate. Images were taken using a Jeol JEM1010 transmission electron microscope at 80 kV. For SEM, samples were fixed with 2.5 % glutaraldehyde / 4 % PFA in 0.2 M sorensen buffer for 2 h at room temperature. Samples were post-fixed with 2% osmium tetroxide and dehydrated through a graded series of ethanol. Critical-point-dried samples were coated with an osmium or a platinum plasma coater and observed by a field emission scanning electron microscope Jeol 6700F,Jeol 6300 FEG or QUANTA 250.
Mass spectroscopy
THP1 cells were stimulated for FcR phagocytosis prior to cell lysis (20 mM Tris, 150 mM Nacl, 0.5 % NP-40, protease inhibitors). After SDS-PAGE migration and staining, bands were analyzed by MALDI-TOF-TOF. Three experiments and analyses were performed.
Total Internal Reflection Fluorescence Microscopy (TIRFM) and quantification
TIRFM was performed using a Till PHOTONICS iMIC microscope equipped with an oil-immersion objective (Apo N 60x, NA1.49 Olympus America Inc.), a cooled iXonEM camera (Andor Technology) and a heating chamber. The critical angle was verified at the beginning of each session by scanning all wavelengths and plotting the fluorescence intensity of a region of interest. Excitation was performed with a 491 nm and a 561 nm laser. For frustrated phagocytosis, streams of 2400 frames were acquired at 50 ms per frame. For the phagosome closure assay, streams of 500 frames were acquired at 10 ms per frame in TIRF mode, and 50 ms per frame in epifluorescence mode with Polychrome illumination at 3 µm increment. TIRFM image streams were processed using ImageJ Color Profiler software (NIH). Quantification of the signal was performed using the following procedure (Pierre Bourdoncle, Institut
Cochin, Paris): first a mask is created to define the cell contours and the surface is eroded to generate the central region of the cell. Second, the TopHatFilter (Cédric Messaoudi, Institut Curie, Paris) was used to identify the dotted structures and automated particle counting was set up in the defined regions of interest as a function of time.
